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AMENDMENTS 

Amendments to the Claims : 

This listing of claims replaces all prior versions, and 
listings of claims in the application: 

In The Claims ; 

1. (Currently Amended) A method for producing an_ avian cell 
linoa, — wherein it comprioca the following otcpo line, 
comprising ; 

a) culturing avian cells in a medium containing all the 
factoro allowing their growth and having serum and growth 
factors, the medium further comprising an inactivated 
feeder layer[,]; 

b) paaaagc by modifying the culture medium oo aa to obtain 
progrcaoivG or total by withdrawal of oaid factors, of 
the serum and/or of the feeder layer[,] ; and 

c) Gotabliahing isolating adherent or nonadherent cell lines 
capable of proliferating in a basal medium in the absence 
of oxogcnoua at least one of growth factors, serum and 
T^oa? inactivated feeder layer. 

2, (Currently Amended) The method of according to claim 1, 
wherein the cells derived from of the cell lines obtained in 
step c) arc capable of proliferating can proliferate for at 
least 50 dayo, — preferably at Icaot GOO days. 



2 of 16 



PATENT 
Serial No. 10/625,847, 
Attorney Docket No.: 37991-0017 

3. (Currently Amended) The method Qccording to of claim 1, 
wherein step b) comprises conoioto ift a progressive or total 
withdrawal of the feeder layer.-? — optionally followed by a 
progrcooivc withdrawal of tho growth factoro and /or the 
scrum . 

4- (Currently Amended) The method according to of claim 1, 
wherein step b) conoiota 4rH comprises a progressive or total 
withdrawal of the growth factors-? — optionally followed by a 
progrcooivc withdrawal of the ocrum , 

5. (Currently Amended) The method according to of claim 1, 
wherein step b) conoioto in comprises a progressive or total 
withdrawal of tfee at least one of growth factors and /oa? 
serum, optionally followed by e withdrawal of the feeder 
layer . 

6. (Currently Amended) The method according to of claim 1, 
wherein the cells obtained in step c) are f urther_ sub j ected to 
a selection ift step using culture media uacd for large-scale 
production oo ao to obtain , thereby obtaining clones suitable 
for tfee vaccine p roduction of vaccine intended for human or 
animal therapy . 

7. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
are avian stem cells . 

8. (Currently Amended) The method according to claimo of 
claim 1, wherein the cells derived from the lines obtained in 
step c) are avian embryonic stem cells. 
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9- (Currently Amended) The method aooording to of claim 7, 

wherein the cells derived from the lines obtained in step c) 

are avian somatic stem cells. 

10. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
are adherent stem cells which that proliferate in the absence 
of the inactivated feeder layer, 

11. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
are nonadherent stem cells which that proliferate in 
suspension in a medium free of exogenous growth factors . 

12- (Currently Amended) The method according to of claim 9, 
wherein the avian somatic stem cells are nonadherent cells 
which that proliferate in suspension in a medium free of 
exogenous growth factors. 

13. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
proliferate in a medium serum free of ocrum medium . 

14- (Currently Amended) The method according to of claim 9, 
wherein the avian somatic stem cells are nonadherent cells 
which that proliferate in suspension in a medium serum free e# 
ocrum medium . 

15. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
have at least one of the following charactcriatico 
characteristic selected from the group consisting of ; a high 
nucleocytoplasmic ratio[Jian endogenous alkaline phosphatase 
activity[,]i an endogenous telomerase activity[J; and a reactivity 
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with specific antibodies selected from the group of antibodies 
SSEA-1 (TECO 1 ) antibodies , SSEA-3-r 3 antibodies, and EMA-i.l 

antibodies . 

/ 

16. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
are modified in order to allow a bettor uoo in vitro ouch ao 
the cxtcnoion of — the greater life — apan or growth dcnoitioo or 
alternatively of the further modified to_exhibit at least one 
of; an extended life span; an increased growth density; and a 
lower nutrient roquircmcnta requirement . 

17. (Currently Amended) The method according to of claim 1, 
wherein the cells derived from the lines obtained in step c) 
are f urther_ modif led in order to produce a aubotancc of 
intcrcot , — in particular at least one of ; a polypeptide— e# 
intcrcot , ^ an antibody — e^^ ; and an attenuated virus. 

18- (Currently Amended) The method according to of claim 1, 
wherein the medium used in step a) comprises at least one 
factor selected from cytokinco, — in particular the group 
consisting of a cytokine, LIF, IL-11, IL-6, IL-SR, CNTF, 
Oncostatin and other factoro ouch aa , SCF , IGF-1 and bFGF. 

19. (Currently Amended) The method according to of claim 1, 
wherein the inactivated feeder layer used in step a) is 
compoocd of fibroblaot cello including mouoc fibroblaoto 
ootabliohcd ao a line, — in particular tranoformcd or 
nontrano formed comprises STO cells. 

20. (Currently Amended) The method according to of claim 1, 
wherein the cells used in step a) are cells obtained by 
suspending cells obtained from blastodermal disks of 
fertilized eggs in a culture medium comprising at least one 
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cytokine, b-FGF, and SCF, oaid inoculating the suspended cells 

being inoculated into onto a layer of feeder cells, incubated 

incubating , and then Gollccted collecting the cells . 

21. (Currently Amended) The method according to of claim 1, 
wherein step b) comprises a progressive withdrawal of each 
growth factor added to the medium in otcp a) , — in particular a 
cytokine, b-FGF, and SCF, compriaing a by repeated passage of 
the cells in a new medium free of at Icaot one of oaid factora 
and in repeating variouo oucceooive paaaagea the respective 
factor until the medium is free of all of oaid the factors. 

22. (Currently Amended) The method according to of claim 21, 
wherein step b) additionally comprises the withdrawal of the 
serum. 

23. (Currently Amended) The method according to of claim 21, 
wherein step b) additionally comprises the withdrawal of the 
feeder layer. 

24. (Currently Amended) The method according to of claim 1, 
wherein step b) comprises a progressive withdrawal of the 
serum, comprioing aucceaaive paaoageo by repeated passage of 
the cells_ in new media comprising decreased serum 
concentration and in repeating variouo oucceooive paooagea 
until the medium is free of serum, 

25. (Currently Amended) The method according to of claim 1, 
wherein step b) comprises the a gradual withdrawal of the 
feeder layer-? — oaid withdrawal being either progreaaive 
comprioing oucceooive paooageo in new media comprioing 
decreaoed feeder cello number and in repeating variouo 
ouoeeooive paooageo until the medium io free of feeder cello . 
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26. (Currently Amended) A cell line and cell derived thereof 
which can be obtained from by the method according to of claim 
1, wherein it io capable of proliferating a cell from the cell 
line can proliferate for at least 50 days - — preferably at 
Icaot — 60 0 day o in a medium free of cxogenouo supplied growth 
factor. 

27. (Currently Amended) A cell line and cello derived thereof 
which can be obtained from by the method according to of claim 
1, wherein -arfe — io capable of proliferating a cell from the cell 
line can proliferate for at least 50 days-j — preferably at leaat 
60 0 day a in a medium depleted of serum and in particular free 
of aerum medium . 

28. (Currently Amended) A cell line and cello derived thereof 
which can be obtained from by the method according to of claim 
1 , wherein -art — io capable of proliferating a cell from the cell 
line can proliferate for at least 50 dayo , — preferably at leaot 
600 days in a medium free of feeder layer. 

29. (Currently Amended) A cell line and cello derived thereof 
which can be obtained from the method according to of claim 1, 
wherein it io capable of proliferating a cell from the cell 
line can proliferate for at least 50 days-? — preferably at leaot 
600 dayo in a serum free medium that further is free of 
cxogenouo supplied growth factor — depleted of ocrum or and 
free of ocrum and/or of feeder layer. 

30. (Currently Amended) A cell line and cello derived thereof 
which can be obtained from the method according to of claim 9, 
wherein it io capable of proliferating a cell from the cell 
line can proliferate for at least 50 days — preferably at 
leaot 6 00 dayo in a serum free medium that is_ free of 
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exogenous growth factor - — depleted of ocrum or and free of 
ocrum and/or of feeder layer. 

31. (Currently Amended) The coll line and cello derived 
thereof according to claimo 29 or 30, — wherein it ia capable of 
proliferating A cell line as described in claim 29, wherein a 
cell from the cell line can proliferate for at least 50 days — 
preferably at Icaot — 6 0 0 day a in a basal medium - — in particular 
in g medium ouch ao _ _selected from the group consisting of 
DMEM, GMEM, HamF12 oa? and McCoy , wherein the basal medium is 
supplemented with variouo additiveo ouch ao an additive 
selected from the group consisting of a nonessential amino 
acida , — vitamino acid, a vitamin and sodium pyruvate . 

32- (Currently Amended) The A cell line and cello derived 
thereof according to as described in claim 26, wherein it — ar& 
comprising avian stem cell cells . 

33. (Currently Amended) The A cell line and cell derived from 
ouch a line according to as described in claim 32, wherein -a^fe- 
io an the avian stem cells are avian embryonic stem cell 
cells . 

34. (Currently Amended) The A cell line and cello derived 
thereof according to as described in claim 32, wherein -tfe — is 
afi the avian stem cells are avian somatic stem cell cells . 

35. (Currently Amended) The A cell line and cello derived 
thereof according to as described in claim 32, wherein it io 
aft the avian stem cells are adherent stem cell which 
prolif erateo cells that proliferate in the absence of the 
inactivated feeder layer. 
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36. (Currently Amended) 5%e- A cell line and gqIIo derived 
thereof according to as described in claim 32, wherein — io a 
the cells are nonadherent otcm cell which prolifcratco cells 
that proliferate in suspension. 

37. (Currently Amended) Tbe A cell line and gqIIo derived 
thereof according to one of as described in claim 32, wherein 
it hao at Icaot one of the cells exhibit a characteristic 

selected from the following charactcriatico : group : a high 

nucleocytoplasmic ratio ;_an endogenous alkaline 

phosphatase activity ; an endogenous telomerase activity — 

— ; and a reactivity with a_specif ic antibodico antibody 
selected from the group of antibodico SSEA-1 (TECOl) antibody , 
SSEA-3- r3 antibody, and EMA-1 antibody. 

38. (Currently Amended) The A cell line and cello derived 
thereof according to one of claimo as described in claim 32 , 
wherein they the cells are genetically modified oo ao to 
produce a oubotance of intercot, — in particular at least one of 
a polypeptide of intcrcot , an antibody ea? and an attenuated 
virus . 

39. (Currently Amended) The A cell line and cello derived 
thereof according to as described in claim 38, wherein they 
the cells support the replication of live or attenuated 
viruoGO, — in particular the viruoco oclcctcd from the group of 
adonoviruoco , — hcpadnaviruoco , — hcrpcoviruoco , — orthomyxoviruoco , 
papovaviruoco , — paramyxoviruoeo , — picornaviruoco , — poxviruoeo, 
rcoviruoGO and rctroviruoco a virus selected from the group 
consisting of an adenoviruses a hepadnavirus , a herpesvirus, 
an orthomyxovirus, a papovavirus, a paramyxovirus, a 
picornavirus, a poxvirus, a reovirus and a retrovirus . 
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40. (Currently Amended) Tfee A cell line and cello derived 
thereof according to as described in claim 39, wherein the 
viruQGO replicated on theoe cello belong to the family of 
orthomyxoviruoco , — in particular the virus is an influenza 
virus . 

41. (Currently Amended) The A cell line and cello — derived 
thereof according to as described in claim 39, wherein the 
replicated viruoeo belong to the family of paramyxoviruooo, — ift 
particular the virus is selected from the group consisting of 
a paramyxovirus, a measles virus , a mumps virus and a rubella 
viruoeo virus. 

42- (Currently Amended) ^?he A cell line and cello derived 
thereof according to as described in claim 39, wherein the 
virus is selected from the group of poxviruoeo ouch ao 
consisting of a poxvirus, an attenuated vaccinia virus and in 

particular , an Avipox virus ouch ao ^ a canarypox virus, a 

Fowlpox virus, a Juncopox virus, a Mynahpox virus, a Pigeonpox 
virus, a Psittacinepox virus, a Quailpox virus, a Sparrowpox 
virus, a Starlingpox virus and a Turkeypox virus. 

43- (Currently Amended) A cell line produced by the method of 
derived from otep c) of the method according to one of claimo 
claim 1, wherein -irfe- a cell from the cell line is a genetically 
modified avian stem cell capable of growing indefinitely in a 
basal medium free of exogenous growth factors , depleted of 
oerum and /or free of oerum and/or of feeder layer . 

44. (Presently Cancelled) 

45- (Presently Cancelled) 
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46. (Currently Amended) A method The uoc of the lino 
QGOording to claim 32 for the production of viruaca belonging 
to the family of a virus, wherein the virus is selected from 
the group consisting of an orthomyxoviruses—;^ — in particular 
tfee and an influenza virus, comprising culturing the cell line 
of claim 32 . 

47. (Currently Amended) A method The uoc of the line 
according to claim 32 for the production of viruoco belonging 
to the family of paramyxoviruoca , — in particular the a virus, 
comprising culturing the cell line of claim 32, wherein the 
virus is selected from the group consisting of a 

par amyxovi rus , a measles virus , a mumps virus and a rubella 
viruoco virus . 

48. (Currently Amended) A method The uoc of the ^linc 
according to claim 3D, for the replication of a virus in a 
cell , oupporting the replication of live or attenuated viruaco, 
in particular by comprising introducing one or more the 
component s-(-9^ necessary for accomplishing the complete viral 
cycle of the virus in cells of the cell line described in 
claim 39 the cell, — in particular the ovcrcxprcooion of the 
wherein the cells of the cell line over express a receptor for 
the virus at the surface of the cell their surfaces . 

49. (Currently Amended) The method of claim 48, wherein «9e 
according to claim 39, — for oupporting the replication of live 
or attenuated viruoco, — in particular by introducing the 
component (o) — ncccooary for accompliohing the complete viral 
cycle of the viruo in the cell, — in particular the 
ovcrcxprcooion of the receptor for the viruo at the ourface of 
the cell, — oaid viruoco being the virus is selected from the 
group of po3cviruoGO ouch ao consisting of a poxvirus, a 
vaccinia virus (for example Modified , a modified vaccinia 
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virus Ankara-r MVA) and in particular , an Avipox virus ouoh 
et& , a canarypox virus, a Fowlpox virus, a Juncopox virus, a 
Mynahpox virus, a Pigeonpox virus, a Psittacinepox virus, a 
Quailpox virus, a Sparrowpox virus, a Starlingpox virus and a 
Turkeypox virus. 

50. (Currently Amended) The uac according to A method for 
producing a claim 3 0 to produce a live or attenuated vaccine_^ 
comprising culturing the adherent or non adherent cell linco 
GOtabliohcd in atcp c) — according to the proccaa dcocribcd 
above cells obtained from step c) of claim 1 , inoculating said 
cells with viral particles and culturing said cells in a baoal 
medium ao mentioned above until cell lysis occuro and newly 
produced release of viral particles arc rclcaocd in into said 
medium. 

51. (Currently Amended) The method of claim 50, uac according 
to claim 3D to produce live or attenuated, — native or 
recombinant , — vaccine wherein the viral particles comprise a 
virus selected from the group consisting of the family of 
adenovi ruo c a — (ouch aa an adenovirus, a Human Adenovirus C, a 
Fowl Adenovirus A, an Ovine Adenovirus D, a Turkey Adenovirus 
B-)-,a circoviridae (ouch ao , a Chicken Anemia Virus, J^CAV) , 
coronaviruoGO , — ouch aa a coronavirus , an avian infectious 
bronchitis virus (IBV) , f laviviruoeo — (ouch ao a flavivirus, a 
Yellow fever virus an d , a hepatitis C virus^, a hepadnaviruses 

(ouch ao a Hepatitis B virus and Avihepadnaviruoco ouch ao^ 

an Avihepadnavirus, a Duck hepatitis B virus -H — herpeoviruoeo 
(ouch ao , a_herpesvirus, a Gallid herpesvirus, HSV — fa Herpes 
simplex virus ^ — and Human , a human herpesvirus 1, 3 and 5) , 

or t homyxovi ruo c o — (ouch ao the a human herpesvirus 3, a 
humanherpesvirus 5, an orthomyxovirus, an influenza virus ^ 
Inf luenzavirus A, Inf luenzavirus B and ^Inf luenzavirus C 4-r 
p ap o va v i r u o e o — (ouch ao , a papovavirus, polyomavirus and more 
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particularly^ Simian virus 4 0) , — paramyxoviruoca — (auch qq 40 , a 
paramyxovirus, a measles _virus , a mumps and rubella viruoca 
and auch aa roapiroviruaco and pnoumoviruoco ouch ao virus, a 
rubella virus, a respirovirus , a pneumoviruS/ a human 
respiratory syncytial virus and , a Metapneumovirus such aa , an 
Avian pneumovirus -H — picornaviruaca — (auch aa , a picornavirus, 
polio virus, hepatitis A virus, and auch aa 

Encephalomyocarditis virus and^ foot-and-mouth disease virus 
4-7 — poxviruaca — (auch aa , a poxvirus, a fowlpox virus and , an 
avipox viruaca including virus, a Canarypox viruaca , virus, a 
Juncopox viruaca, virus, a Mynahpox viruaca , virus, a 
Pigeonpox viruaca, virus, a Psittacinepox viruaca, virus, a 
Quailpox viruaca, virus, a Sparrowpox viruaca, virus, a 
Starlingpox viruaca, virus, a Turkeypox viruaca , virus, an 
orthopoxvirus ouch aa^ vaccinia virus, MVA, and rcoviruaca 
(auch aa rotaviruaca) , a reovirus, a rotavirus, a retroviruses 
( auch aa^ ALV, avian leukosis virus, Gammarctroviruaca ouch aa 
a Gammaretrovirus, Murine leukemia virus, Lcntiviruaca auch aa 
Human a Lentivirus, human immunodeficiency virus 1 and 2 ) — and 
human immunodeficiency virus 2, a Togaviridae auch aa^ 
Rubivirus, in particular and a Rubella virus. 

52. (Presently cancelled) 

53. (Presently cancelled) 

54. (New) The method of claim 3, further comprising the 
progressive withdrawal of growth factors, serum or both growth 
factors and serum. 

55. (New) The method of claim 4, further comprising the 
progressive withdrawal of the serum. 



13 of 16 



PATENT 
Serial No. 10/625,847, 
Attorney Docket No.: 37991-0017 

56. (New) A method for producing a cell line as described 
in claim 1, wherein the avian cells are avian stem cells. 

57. (New) A method for producing a therapeutic protein, 
comprising incubating cells of a cell line as described in 
claim 56 in a medium. 

58. (New) A method for the replication of a virus, 
comprising culturing an avian cell line produced as described 
in claim one, wherein the avian cells comprise avian stem 
cells and the virus is selected from the group consisting of 
an adenovirus, a hepadnavirus , a herpesvirus, an 
orthomyxovirus, a papovavirus, a paramyxovirus, a 
picornavirus, a poxvirus, a vaccinia virus, an Avipox virus, a 
canarypox virus, a Fowlpox virus, a Juncopox virus, a Mynahpox 
virus, a Pigeonpox virus, a Psittacinepox virus, a Quailpox 
virus, a Sparrowpox virus, a Starlingpox virus, a Turkeypox 
virus, a reovirus and a retrovirus. 

59. (New) The method of claim 58, wherein the virus is 
suitable for producing a vaccine against smallpox. 

60. (New) The method of claim 58, wherein the virus is 
recombinant and has ant i -cancer activity. 
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